ABSTRACT
Ci/mmol). The total volume of each reaction was 50 ,l. with the photoaffinity label for 20-300 s before UV irradiation to determine the best conditions for labeling. Several proteins were labeled in both KB-3-l and KB-V1 vesicles, and maximal labeling was observed between 30 and 60 s (Fig. IA) of 5 mM ATP, 5 mM GTP, 5 mM ADP, 5 mM ribose-5-phosphate, or 100 LM vinblastine.
As shown in Fig. 2 , 5 mM ATP was the most effective inhibitor, followed by 5 mM GTP. ADP had only a slight inhibitory effect as did brane vesicles (800 pg/assay) were preincubated with the indicated concentrations of AMP-PNP or GTP for 5 mm on ice, then photoaffinity labeled (50 PCi/assay, I mm, on ice) as described in Fig. 1 . P170 was immunoprecipitated as described above. Samples were solubiized, processed on SDS/urea gels, and fluorographed as described in Materials and Methods. P glycoprotein (P170) is indicated by the arrow.
P GLYCOPROTEIN BINDS ATP 53 5 mM ribose-5-phosphate. Vinblastine, which also binds P glycoprotein, had no effect on ATP photoaffinity labeling. E!iI
